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Abstract: Gastric cancer (GC) remains a major cause of death worldwide mainly because of the late
detection in advanced stage. Recently, we proposed CD44v6 as a relevant marker for early detection
of GC, opening new avenues for GC-targeted theranostics. Here, we designed a modular nanoscale
system that selectively targets CD44v6-expressing GC cells by the site-oriented conjugation of a
new-engineered CD44v6 half-antibody fragment to maleimide-modified polystyrene nanoparticles
(PNPs) via an efficient bioorthogonal thiol-Michael addition click chemistry. PNPs with optimal
particle size (200 nm) for crossing a developed biomimetic CD44v6-associated GC stromal model were
further modified with a heterobifunctional maleimide crosslinker and click conjugated to the novel
CD44v6 half-antibody fragment, obtained by chemical reduction of full antibody, without affecting
its bioactivity. Collectively, our results confirmed the specific targeting ability of CD44v6-PNPs to
CD44v6-expressing cells (1.65-fold higher than controls), highlighting the potential of CD44v6 half-
antibody conjugated nanoparticles as promising and clinically relevant tools for the early diagnosis
and therapy of GC. Additionally, the rational design of our nanoscale system may be explored for
the development of several other nanotechnology-based disease-targeted approaches.

Keywords: gastric cancer; CD44v6; half-antibody; nanoparticles; targeting; click chemistry;
bioconjugation

1. Introduction

Gastric cancer (GC) is the third leading cause of mortality worldwide, within the group
of malignant diseases, accounting for 8.2% of total cancer-related deaths in 2018 [1]. Despite
improvements in diagnosis and therapy, the prognosis of GC patients remains poor, mostly
because of late detection at advanced stage, with an overall 5-year survival rate lower than
25% [2]. Hence, there is an unmet clinical need for the development of reliable, specific, and
non-invasive screening methods for early detection and therapeutic treatment of GC. Over
the past decades, the field of nanomedicine has remarkably advanced, showing promise
for the target-specific diagnosis and delivery of therapeutics to cancer [3–5]. Nonetheless,
the development of GC-targeted strategies is still at its infancy [6] due, in part, to the
lack of specific biomarkers for GC cells [7,8]. CD44 isoform v6 has been correlated with
carcinogenesis, tumor progression, and metastasis in various cancer types [9–13]. In the
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stomach, we have shown that CD44v6 is considerably de novo expressed in gastric pre-
malignant and malignant lesions (more than 60% of all GCs), while the normal gastric
mucosa remains negative for this marker [14]. Additionally, we have recently demonstrated
that CD44v6 has been correlated with poor prognosis [15] and aggressive behavior of the
disease [16], suggesting its value not only for early diagnosis but also for prognosis and as
a therapeutic target in GC.

A variety of ligands including antibodies, aptamers, peptides, and small biomolecules
have been successfully conjugated to nanoparticles to achieve specific tumor targeting [17].
Despite the broad use of full antibodies in cancer nanomedicine [18–20], the common
coupling chemistries used to conjugate these targeting ligands to the surface of nanopar-
ticles, such as carboxyl-amine conjugation by carbodiimide chemistry, often result in
randomly oriented grafting, leading to heterogeneity and loss of biological functionality
due to steric hindrance of the antigen-binding site [21,22]. Native antibody fragments
such as Fab [23,24] and half-antibody fragments [25], as well as recombinant antibody
fragments including single-chain variable fragments [26], have been proposed as alter-
native approaches to overcome some of the pitfalls of full antibodies. Native antibody
fragments are smaller in size, which results in decreased immunogenicity and allows
for site-oriented conjugation, improving overall recognition efficacy [27,28]. Preferential
reduction of disulfide bonds bridging the two antibody half chains, by pretreatment with
reductive agents such as 2-mercaptoethylamine (2-MEA), mercaptoethanol, dithiotreitol
(DTT), or tris(2-carboxyethyl)phosphine (TCEP), yields half-antibody fragments with intact
antigen-binding site and reactive thiol groups in its hinge region that can be employed
for site-directed conjugation [25,29–32]. In addition, this strategy can be applied to com-
mercially available antibodies, precluding the design and production of specific antibody
fragments bearing defined functional groups for site-specific bioconjugation reactions.

The aim of the present work was to develop a modular nanoscale system to selectively
target CD44v6-expressing GC cells exploring, for the first time, CD44v6 half-antibody
fragments as specific targeting ligands. First, to determine the most effective nanoparticle
size for subsequent coupling, in vitro validation of model polystyrene nanoparticles (PNPs)
transport was performed under pathologically relevant conditions using a biomimetic
platform that recapitulates cellular and molecular aspects of the tumor microenvironment
(e.g., 3D cell-cell and cell-ECM interactions) that serve as critical regulators of transport
phenomena within tumors [33–36]. Then, a rapid and inexpensive strategy was used to
obtain CD44v6 half-antibody fragments, by reducing the disulfide bonds of hinge region
of CD44v6 monoclonal antibody. Bioorthogonal Michael-addition click chemistry was
employed for the site-specific conjugation of CD44v6 half-antibody to maleimide-modified
PNPs. Finally, the ability of the CD44v6 half-antibody-conjugated PNPs to selectively bind
to CD44v6-expressing GC cells was demonstrated using an isogenic human GC cell line,
previously established and explored by our group [15,16,23]. Overall, this study provides
new insights for the development of more effective GC-targeting diagnostic and therapeutic
approaches and emphasizes the modular and bioorthogonal nature of our strategy that can
be broadly applied to develop novel targeted approaches.

2. Materials and Methods
2.1. Cell Culture

Human stomach adenocarcinoma cell line MKN74, lacking endogenous CD44 expres-
sion [37], was purchased from the Japanese Collection of Research Bioresources (JCRB)
Cell Bank, while the established isogenic human GC cell line expressing the CD44v6 iso-
form [15] (henceforth termed as CD44v6 cells) was kindly provided by Dr. C. Oliveira, a
co-author in this study. MKN74 cells (passages 49–62) and CD44v6 cells (passages 7–20)
were routinely cultured in Dulbecco’s modified Eagle medium (DMEM, Gibco, Paisley,
UK) containing 10% (v/v) fetal bovine serum (FBS, BioWest, Nuaillé, France) and 1% (v/v)
penicillin/streptomycin (Pen/Strep, BioWest, Nuaillé, France). Additionally, the latter
cells were supplemented with 1% (v/v) geneticin (Gibco, Paisley, UK). Human adipose
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stromal cells (ASCs, Lonza, Walkersville, MD, USA) were cultured in their corresponding
growth media (ADSC-GM, Lonza, Walkersville, MD, USA) and utilized up to passage 6.
Cell cultures were maintained at 37 ◦C under a 5% CO2 humidified atmosphere.

2.2. Preparation of Tumor-Conditioned Media

Tumor-conditioned media (TCM) was prepared as previously described [16]. In brief,
MKN74 and CD44v6 cells were cultured as above until 90% confluence, rinsed with phos-
phate buffered saline (PBS, pH 7.4), and then incubated with low serum media (DMEM,
1% FBS, 1% Pen/Strep). After 24 h, TCM was collected, normalized to cell number, con-
centrated 10-fold in an Amicon centrifugal filter tube (MWCO 3 kDa, Merk Millipore,
Molsheim, France), and subsequently reconstituted with low serum 1:1 DMEM/F12 con-
taining 1% FBS and 1% Pen/Strep. Control media was incubated for 24 h in the absence of
cells and then treated identically.

2.3. Establishment of In Vitro GC Stroma Model for Transport Studies

To define the nanoparticle size for subsequent experiments, the distribution of differ-
ently sized nanoparticles was analyzed as a function of tumor stroma-dependent trans-
port limitations. To this end, an in vitro transport assay was developed by combining a
Transwell® system with a culture platform previously established by our group [16]. ASCs
were seeded on the apical side of 24-well Transwell® permeable inserts (PET membrane,
3 µm pore size, BD Biosciences, San Jose, CA, USA) that were previously coated with
human plasma fibronectin (Sigma, St. Louis, MO, USA) at a concentration of 30 µg/mL
in PBS to facilitate cell adhesion. After preconditioning cells either in control media or
TCM for 7 days, Transwell® membranes were washed twice in Hanks’ balanced salted
solution (HBSS, Gibco, Paisley, UK) and transport studies were performed using Texas
Red fluorescent carboxyl-modified polystyrene nanoparticles (PNPs, Thermo Scientific,
Eugene, OR, USA) with nominal sizes of 200 and 500 nm. Afterwards, the apical side of
the Transwell® insert was filled with 200 µL of 100 µg/mL PNPs (either 200 or 500 nm) in
HBSS, while the basolateral side was filled with 800 µL of HBSS. After 2 h of incubation at
37 ◦C under rotation (150 rpm), the Transwell® insert was removed and the supernatant
(100 µL) was transferred to a 96-well plate (black with clear bottom, Greiner). Fluorescence
detection was performed using a microplate reader (Synergy MX HM550, BioTek Instru-
ments, Winooski, VT, USA) with excitation/emission at 580/605 nm and converted into
nanoparticle concentrations using a calibration curve.

2.4. Half-Antibody Synthesis and Characterization

Half-antibody fragments of mouse anti-human CD44v6 monoclonal antibody—clone
MA54 (Thermo Scientific, Rockford, IL, USA) were obtained by reducing the disulfide
bridges between the cysteine residues of the antibody in TCEP (Sigma, St. Louis, MO,
USA). To optimize the reduction reaction, decreasing concentrations of TCEP solutions,
serially diluted from 10 mM to 5 µM in PBS, were added to CD44v6 antibody at a final
concentration of 167 µg/mL and allowed to react for 3 h at room temperature (RT). Next,
to confirm the production of half-antibody fragments, the cleavage products were loaded
in 10% polyacrylamide gel and separated by non-reducing SDS-PAGE (Bio-Rad, Hercules,
CA, USA). The samples were run in 1X tris-glycine SDS running buffer at 150 V for 60 min
(Mini Protean Tetra Cell system, Bio-Rad, Hercules, CA, USA). After electrophoresis, the
resulting polyacrylamide gel was washed and stained with Coomassie Brilliant Blue R-250
(Sigma, St. Louis, MO, USA) overnight for visualization. Images were acquired using the
GS-800 calibrated densitometer (Bio-Rad, Hercules, CA, USA).
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2.5. Analysis of CD44v6 Half-Antibody Binding Affinity to CD44v6-Expressing GC Cells

Binding affinity of CD44v6 half-antibody fragments to GC cells was analyzed by flow
cytometry. MKN74 and CD44v6 cells cultured in T75 flasks were harvested with Versene
(Gibco, Paisley, UK) and blocked with flow cytometry buffer containing 10% FBS and 0.1%
(v/v) sodium azide in PBS for 30 min on ice. Afterward, 2 × 105 cells were incubated with
either CD44v6 antibody (1:200) or CD44v6 half-antibody fragments (TCEP 5–1000 µM)
(1:100) in flow cytometry buffer for 1 h on ice followed by three washing steps. After 1 h
of incubation with anti-mouse Alexa Fluor 647-conjugated secondary antibody (Thermo
Scientific, Rockford, IL, USA), cells were fixed with 4% (v/v) paraformaldehyde (PFA) for
20 min at RT and finally resuspended in PBS. Cell-associated fluorescence was measured
with a FACSCalibur flow cytometer (BD Biosciences, San Jose, CA, USA) and data were
analyzed with FlowJo v8.7.

2.6. Synthesis of CD44v6 Half-Antibody-Conjugated Fluorescent Nanoparticles

After native antibody reduction, CD44v6 half-antibody was conjugated on the surface
of carboxyl-modified PNPs with a nominal size of 200 nm through a sequential combination
of aqueous carbodiimide chemistry and thiol-Michael addition click reaction. First, for the
amide formation, PNPs were modified with a 3.4 kD Mal-PEG-NH2 heterobifunctional
crosslinker (Biochempeg, Watertown, MA, USA) by carbodiimide chemistry. Briefly, 200 µg
of PNPs were dispersed in 1 mL of MES buffer (0.1 M MES, 0.3 M NaCl, pH 6.5), followed
by the sequential addition of 0.1 mM N-hydroxy-sulfosuccinimide (sulfo-NHS, Thermo
Scientific, Rockford, IL, USA), 0.2 mM 1-ethyl-(dimethylaminopropyl)-carbodiimide (EDC,
Sigma, St. Louis, MO, USA), and 0.4 mM Mal-PEG-NH2. After stirring for 20 h at RT
in dark, the non-reacted species were removed by washing the maleimide-terminated
PNPs thrice using Vivaspin 500 µL centrifugal concentrator (MWCO 300 kDa, Sartorius,
Göttingen, Germany). Lastly, maleimide-PEG modified PNPs were dispersed in 15 mM
HEPES buffer (pH 7.4) and covalently conjugated to the selectively reduced CD44v6
half-antibody (1000 µM TCEP) by thiol-Michael addition click reaction (molar ratio of
1:150 PNP:half-antibody). After 3 h of incubation at RT the unconjugated fragments were
removed by centrifugation using the 300 kDa Vivaspin device and CD44v6-PNPs were
then dispersed in PBS and stored at 4 ◦C protected from light until further use.

NP size and TCEP concentration were selected based on previous results of the
above-mentioned experiments. Moreover, maleimide-PEG-modified PNPs without half-
antibody conjugation (CTR-PNPs) were treated similarly and used as negative control in
all subsequent experiments.

2.7. Nanoparticle Characterization

Nanoparticle size (diameter), polydispersity index (PDI), and surface charge (zeta-
potential) were measured by dynamic light scattering and laser doppler anemometry using
Zetasizer (Nano ZS; Malvern, UK). CTR-PNPs and CD44v6-PNPs were dispersed in milliQ
water with a final concentration of 25 µg/mL and measurements were performed at RT.

2.8. In Vitro Binding Studies

The targeting ability of conjugated PNPs was assessed by flow cytometry and further
confirmed by immunofluorescence image analysis. Briefly, cultured cells were detached
with Versene and incubated with ice-cold flow cytometry buffer for 1 h on ice. Pelleted cells
(2 × 105 cells/condition) were then incubated with 25 µg/mL of CTR-PNPs or CD44v6-
PNPs in flow cytometry buffer for 90 min on ice, washed thrice in PBS and fixed with 4%
PFA for 20 min at RT as described above. Cell-associated fluorescence of Texas Red-labeled
PNPs was measured with the FACSARIA II flow cytometer (BD Biosciences, San Jose, CA,
USA) and data were analyzed with FlowJo v10.
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For immunocytochemistry assay, MKN74 and CD44v6 cells were plated on glass
coverslips, cultured for 3 days and then incubated with 25 µg/mL of CTR-PNPs or CD44v6-
PNPs in DMEM for 90 min at 37 ◦C. Following three washes in PBS, cells were fixed with
4% PFA for 20 min, permeabilized with 0.05% Triton X-100 in PBS for 15 min and blocked
with 10% FBS in PBS for 30 min. F-actin filaments were stained with Alexa Fluor 488
phalloidin (Thermo Scientific, Rockford, IL, USA), while cell nuclei were labeled with
DAPI. Imaging was performed by confocal laser scanning microscopy (CLSM SP5, Leica,
Wetzlar, Germany). The scanned Z-series were projected onto a single plane and colored
using Fiji software.

2.9. Statistical Analysis

Statistical analyses were performed using GraphPad Prism 6 software (San Diego,
CA, USA). One way analysis of variance (ANOVA) followed by Bonferroni post-hoc test
was applied for comparison of three or more groups, whereas two-way ANOVA with
Tukey’s post-hoc test was applied for multiple comparisons. Data are represented as
mean ± standard deviation (SD). For each study, three independent experiments were
performed. Differences were considered statistically significant for p values < 0.05.

3. Results
3.1. Design of a Modular CD44v6 Half-Antibody Conjugated Nanoscale System Using a
Bioorthogonal Strategy

In the current study, CD44v6 half-antibody-conjugated nanoparticles were engineered
through a bioorthogonal surface-engineering strategy for the specific targeting of CD44v6-
expressing GC cells, as illustrated in Figure 1. The efficacy of this widely applicable strategy
was demonstrated using carboxyl-modified PNPs. Although not degradable these were
used as model nanoparticles because of their cytocompatibility, commercial availability,
wide size range, and pliable surface properties, making them useful for conjugation of
targeting ligands [38–40]. To create a modular system for site-specific immobilization of
reduced half-antibody fragments, a combined chemical approach was followed: (1) first,
carbodiimide chemistry was used to covalently bind a polyethylene glycol (PEG) linker,
containing a maleimide moiety at one end and an amine group on the other (Mal-PEG-
NH2), to PNPs surface carboxyl groups; (2) then, thiol-Michael addition click reaction was
used to bind maleimides exposed at the surface of modified PNPs to free thiol groups
of reduced half-antibody fragments [41]. Such bioconjugation is therefore site-specific,
leaving the antigen-binding site of the half-antibody free to recognize CD44v6 receptors at
GC cell surface.

3.2. GC-Mimetic Stroma Remodeling Hinders the Transport of PNPs in a Size-Dependent Manner

Particle size plays a crucial role in the delivery of nanoparticles to solid tumors, partly
due to tumor-mediated stroma remodeling that impairs transport processes by changes in
ECM composition and structure [33–35]. Thus, we first assessed the translocation potential
of PNPs with nominal sizes of 200 and 500 nm using an in vitro GC stroma model. This plat-
form mimics cellular and ECM aspects of GC-associated stroma in vivo [16], and was used
to select a nanoparticle size for subsequent bioconjugation that was effectively distributed
in the in vitro model. The GC stroma model was generated using a Transwell® system, in
which human adipose stromal cells (ASCs) were cultured in the absence/presence of tumor
conditioned media (TCM), from either MKN74 parental or CD44v6 cells. In the presence
of CD44v6-conditioned media, ASCs undergo myofibroblast differentiation and deposit
increased levels of fibrillar ECM components relative to MKN74-conditioned media [16] or
control media (Figure 2A).
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Figure 1. Design of a modular CD44v6 half-antibody conjugated nanoscale system using a bioorthog-
onal strategy. Schematic representation of the synthesis of CD44v6 half-antibody conjugated
polystyrene nanoparticles (PNPs). Step 1 illustrates the selective reduction of CD44v6 antibody
to half-antibody fragments using tris(2-carboxyethyl)phosphine (TCEP). Step 2 depicts the con-
jugation of carboxyl-terminated PNPs to maleimide-polyethylene glycol-amine (Mal-PEG-NH2)
spacer by carbodiimide chemistry. Step 3 demonstrates the site-directed conjugation of reduced
half-antibody to maleimide-PEG modified PNPs by thiol-Michael addition click chemistry, leaving
the antigen-binding region free to recognize the CD44v6 receptor.

After 2 h of incubation with different PNPs, the effect of both ASC-mediated ECM alter-
ations (Figure 2B) and nanoparticle size (Figure 2C) on PNPs translocation was investigated
by spectroscopy. Fluorescence analysis showed that the transport of 500 nm PNPs across
TCM-treated ASCs was significantly hindered, when compared to control media-treated
cells, while no significant differences were observed for 200 nm (Figure 2B). Moreover,
200 nm PNPs showed enhanced translocation potential in comparison to 500 nm for all con-
ditions (Figure 2C). Interestingly, the transport of both PNPs trended toward a decreased
translocation across CD44v6-associated ECM, when compared to MKN74-associated ECM
(Figure 2B), albeit these differences were not statistically significant. Collectively, these
data indicate that stroma-mediated differences in ECM remodeling may contribute to
a size-dependent delivery of nanoparticulate systems into tumors. Accordingly, these
results suggest that smaller particle sizes should be considered for the development of
nanoparticle-based GC targeting strategies.
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3.3. Selective TCEP-Reduction of CD44v6 Antibody Generates Functional Half-Antibody Fragments

Based on our findings above, PNPs with a nominal size of 200 nm were used as
model particle to produce CD44v6 half-antibody conjugated nanoparticles. To optimize
the selective reduction process and confirm the ability to generate half-antibody fragments,
CD44v6 antibody was incubated with different concentrations of TCEP for 3 h and then
separated by non-reducing sodium dodecyl sulfate polyacrylamide gel electrophoresis
(SDS-PAGE) (Figure 3A). Image analysis of coomassie blue-stained gels confirmed the
presence of intact antibody (~200 kDa due to glycosylation) for lower concentrations
of TCEP (5–100 µM). In contrast, distinct cleavage products, including heavy (~50 kDa)
and light chain (~25 kDa) fragments [42], were detected for the highest concentration
of reducing agent (104 µM TCEP). These data suggest that disulfide bridges between
heavy and light chains were also reduced. Notably, when CD44v6 antibody was reduced
with 1000 µM TCEP, the presence of a distinct band at ~100 kDa indicates preferential
cleavage of disulfide bridges between the two heavy chains of hinge region, resulting
in the formation of half-antibody fragments, as envisaged. These findings highlight the
importance of optimizing TCEP concentration. As shown, 1000 µM TCEP increases the
yield of CD44v6 half-antibody production, while reducing the formation of non-targeting
fragments, which may compete with half-antibody fragments for maleimide conjugation
sites at modified-PNPs surface.
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Figure 3. Selective TCEP-reduction of CD44v6 antibody generates half-antibody fragments that retain binding affinity to
CD44v6-expressing GC cells without loss of selectivity. (A) SDS-PAGE analysis of mouse anti-human CD44v6 monoclonal
antibody reduction products obtained using a range of TCEP concentrations. (B) Flow cytometry analysis of MKN74 and
CD44v6 cell binding to CD44v6 antibody fragments reduced at different concentrations of TCEP. MFI = geometric mean
fluorescence intensity; * p < 0.05. (C) Representative histograms of MKN74 and CD44v6 cells analyses by flow cytometry
quantifying the binding affinity of CD44v6 antibody (clone M454) and 1000 µM TCEP-reduced half-antibody fragments to
CD44v6 receptor.

3.4. TCEP-Reduced Half-Antibody Fragments Retain Binding Affinity to CD44v6-Expressing GC
Cells without Loss of Selectivity

Conjugation efficiency and targeting ability of CD44v6 half-antibody conjugated PNPs
depend on the extent of antibody reduction, as it determines both the density of free thiol
functional groups and the integrity/functionality of antibody fragments. To verify whether
the reduced half-antibody preserved its binding affinity to CD44v6-expressing cells, both
MKN74 and CD44v6 cells were incubated with either untreated or TCEP-treated CD44v6
antibody and analyzed by flow cytometry. Fluorescence measurements indicated that,
after the reduction step, antibodies treated with TCEP concentrations in a range of 5 µM
to 1000 µM retain their antigen binding ability to CD44v6 cells, as compared to untreated
antibodies (Figure 3B,C). The binding affinity of 104 µM TCEP-treated antibody was not
tested because of its complete cleavage. Together, these results confirmed that CD44v6
half-antibody fragments with preserved binding sites to CD44v6-expressing cells could
be generated under mild conditions, using 1000 µM TCEP. Thus, this strategy makes thiol
groups on the hinge region of half-antibodies available for site-orientated conjugation to
maleimide-modified PNPs by click chemistry [43], while leaving antigen binding moieties
free for antigen molecular recognition.
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3.5. Clickable Surface-Engineering Strategy Allows Efficient Ligand Bioconjugation

The successful surface modification of PNPs with both Mal-PEG-NH2 crosslinker and
half-antibody fragments was confirmed by zeta-potential measurements, before and after
bioconjugation steps, as shown in Table 1. The surface charge of unmodified (bare) PNPs
changed from −45.3 ± 1.1 mV to −31.4 ± 3.5 mV after maleimide modification (control,
CTR-PNPs). This change was likely due to the reduction of negatively charged carboxylic
groups present at the PNPs surface via amide bond formation with the heterobifunctional
crosslinker. Additionally, after half-antibody conjugation, nanoparticles’ zeta-potential
significantly increased to −25.1 ± 7.2 mV (CD44v6-PNPs), demonstrating the successful
conjugation of half-antibody fragments at PNPs surface, mostly because of the positively
charged amine groups present in the N-terminus of half-antibody chain. Similarly, dynamic
light scattering (DLS) measurements showed an enhancement of mean size of PNPs after
bioconjugation, from 237 ± 2 nm to 352 ± 72 nm (CD44v6-PNPs), with lower degree of
nanoparticle aggregation (PDI of 0.25 ± 0.10).

Table 1. Clickable surface-engineering strategy allows efficient ligand bioconjugation. Particle size
(nm), polydispersity index (PDI), and zeta potential (mV) of PNPs before and after conjugation to
CD44v6 half-antibody fragments. * p < 0.05 relative to Bare-PNPs.

Nanoparticle Composition Mean Size (nm) PDI Zeta Potencial (mV)

Bare-PNPs PNP 237 ± 2 0.05 ± 0.01 −45.3 ± 1.1
CTR-PNPs PNP-PEG-MAL 309 ± 50 * 0.19 ± 0.09 * −31.4 ± 3.5 *

CD44v6-PNPs PNP-PEG-MAL-CD44v6 352 ± 72 * 0.25 ± 0.10 * −25.1 ± 7.2 *

3.6. CD44v6 Half-Antibody Conjugated PNPs Selectively Bind to CD44v6-Expressing GC Cells

To verify the specificity of CD44v6-mediated targeting of conjugated PNPs to GC cells,
MKN74 and CD44v6 cells were treated with 25 µg/mL of Texas Red-labeled CTR-PNPs or
CD44v6-PNPs and analyzed through flow cytometry (Figure 4A). Results showed a similar
shift in both GC cells treated with CTR-PNPs (43.7% for MKN74 cells and 39.7% for CD44v6
cells), suggesting unspecific NP uptake by both GC cell lines. In contrast, CD44v6-PNPs-
treated CD44v6 cells displayed a statistically significant shift in the flow cytometry diagram
(65.5%) in comparison to MKN74 cells (42.9%). Thus, CD44v6 half-antibody-conjugated
PNPs exhibited a significant 1.65-fold increase in binding specificity to CD44v6-expressing
GC cells (Figure 4B) compared with CTR-PNPs, suggesting an enhanced receptor-mediated
cellular binding.

To provide additional qualitative analysis to support our findings, the cell-binding
activity of Texas Red-labeled CTR-PNPs and CD44v6-PNPs was further studied by confocal
fluorescence microscopy after F-actin and nuclei staining (Figure 4C). In agreement, with
the flow cytometry results, after incubation of GC cells with CTR-PNPs, a very weak red
signal in both cell lines was detectable, showing limited cell-NP interactions. Similarly,
for MKN74 cells exposed to the CD44v6-PNPs, residual red fluorescence was detected.
In contrast, when CD44v6-PNPs were added to CD44v6-expressing cells, intense red
fluorescence signal was detected, suggesting that CD44v6-PNPs were not only able to
specifically bind to CD44v6 cells, but also be internalized into these cells, as shown in the
YZ planes of confocal images (Figure 4C).
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Figure 4. CD44v6 half-antibody conjugated PNPs selectively bind to CD44v6-expressing GC cells. Flow cytometry analysis
showing (A) the percentage of MKN74 and CD44v6 cells binding to CTR-PNPs and CD44v6-PNPs and (B) the mean
fold increase in cell binding over CTR-PNPs conditions after 90 min of incubation at 4 ◦C. A minimum of 10,000 events
were evaluated for each measurement. * p < 0.05 from different cell lines within the same experimental condition and
# p < 0.05 between experimental conditions for a given cell line. (C) Immunofluorescence images of MKN74 and CD44v6
cells incubated with 25 µg/mL of CTR-PNPs and CD44v6-PNPs at 37 ◦C for 90 min. Scale bars = 50 µm. The two rightmost
panels correspond to YZ panels and a higher magnification of a single Z-slice confocal image acquired for each experimental
condition. Scale bars = 20 µm. Nuclei (DAPI), F-actin and PNPs are stained in blue, green and red, respectively. DAPI =
4′,6-diamidino-2-phenylindole.
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To evaluate whether conjugated PNPs maintain their targeting ability after storage,
we next tested the cell-binding activity of conjugated PNPs 3 weeks post-production by
flow cytometry analysis (Figure S1). The percentage of cell binding showed to decrease
with time for all the tested conditions, most likely due to PNP fluorescence lifetime, and
to potential reduced structural integrity of the half-antibody as a result of the storage
conditions (4 ◦C instead of −20 ◦C at which the CD44v6 monoclonal antibody is usually
stored). Notably, CD44v6-PNPs still showed a trend toward increased binding to CD44v6
cells, as compared to control conditions, suggesting that both stability of thioether bond and
half-antibody targeting ability are preserved during the tested period of time. Nevertheless,
further investigation is warranted to define the ideal storage conditions of conjugated
PNPs that ensure long-term stability required for clinical application.

Collectively, our results confirmed the successful bioconjugation of modified-PNPs
maleimide groups to half-antibody thiol groups, preserving its bioactivity and leaving the
antigen-binding site (Fab region) available for targeting, for up to 3 weeks post-production.
Notably, our results demonstrated that half-antibody CD44v6 conjugated-PNPs selec-
tively bind to CD44v6-expressing cells, as compared to control PNPs and cells, highlight-
ing the receptor-mediated targeting potential of our modular half-antibody conjugated
nanoscale system.

4. Discussion

Our previous work has demonstrated that CD44v6 is de novo expressed in more
than 60% of GCs, being associated with poor prognosis and aggressive behavior of the
disease [14–16]. Despite the potential of CD44v6 as a molecular target, to date just a
few CD44v6-targeting ligands, including monoclonal antibodies, low molecular weight
antibody fragments, and peptides have been successfully immobilized or conjugated to
nanoparticles [19,23,26,44]. Therefore, novel approaches are still needed for the devel-
opment of fine-tuned NP-based targeted systems exhibiting efficient and specific GC
targeting. To the best of our knowledge, this is the first time that CD44v6 half-antibody
conjugated nanoparticles were engineered to specifically target GC cells, though few other
half-antibodies have been reported as nanoparticle-targeting ligands [25,29–32]. While
covalent conjugation of full antibodies on nanoparticle surface via amine or carboxylic acid
groups has been extensively studied, this approach leads to random orientation and uncon-
trolled coupling of antibody molecules because of their high content of reactive amine- and
carboxyl-containing residues. Notably, the lack of control over antibody orientation may
lead to steric hindrance of the target-binding site, limiting antibody-antigen interactions,
thus resulting in decreased cell-binding efficiency [21,22]. Engineered or recombinant
antibody fragments are a promising and valuable alternative to full antibodies because
of controlled selection of domains, higher purity, and homogeneity. While recombinant
antibodies present disadvantages in terms of high cost, variable stability, and challenging
manufacturing and purification procedures, production of antibody fragments via chemi-
cal reduction of full antibodies is inexpensive, less complex, and easily performed using
standard tools [45–47]. Importantly, half-antibody fragments, consisting of a heavy and
a light chain, obtained by preferential reduction of full antibodies using mild reducing
agents (e.g., 2-MEA, mercaptoethanol, DTT or TCEP) display improved stability and are
easily produced when compared to Fab fragments obtained by F(ab)’2 reduction [47–49].
Moreover, preferential reduction of full antibodies can be applied to a wide range of im-
munoglobulin classes (IgG, IgA, and IgD) and species, including humanized antibodies,
overcoming immunogenicity problems in the clinic.

To explore these unique attributes, this work reports a robust and widely applicable
approach for the site-specific and bioorthogonal conjugation of a half-antibody to nanopar-
ticles. The strategy combines carbodiimide and click thiol-Michael addition chemistries
toward the production of CD44v6 half-antibody conjugated-nanoparticles. Herein, it was
demonstrated and validated that the bioconjugation of PNPs with a TCEP-reduced CD44v6
half-antibody endows nanoparticles with the ability to target significantly more GC cells



Nanomaterials 2021, 11, 295 12 of 16

expressing CD44v6 that were previously established and reported by our group [15,16,23],
than CD44v6 negative cells (MKN74 cell line). The half-antibody was engineered by
selective reduction of disulfide bonds of the hinge region of CD44v6 antibody using an
optimized TCEP concentration (1000 µM). Then, it was covalently linked to PNPs through a
combination of carbodiimide and click Michael-addition chemistries using a Mal-PEG-NH2
crosslinker to form the CD44v6-PNP conjugate. Specifically, the addition of Mal-PEG-NH2
crosslinker into this system enabled us to fine-tune the site-directed conjugation of half-
antibody fragments at PNPs surface and reduce non-specific binding of the nanoparticles
to cells. Moreover, the PEG spacer also increased the structural availability of maleimides
to bind thiol groups exposed on the reduced half-antibody fragments and form a stable
thioether bond, precluding non-specific degradation of antibody-PEG spacer bond [50,51].
Unlike the use of thiol-based reducing agents that form to some extent disulfide adducts
between the reducing agent and the thiol being activated [52], trialkylphosphine, such as
TCEP, prevents the formation of thiol adducts. Additionally, since TCEP is devoid of sulfur-
containing groups, it does not compete with the reduced half-antibody for maleimide
binding sites on PNP surface. This implies that the excess of TCEP does not have to be
removed prior functionalization with maleimide-modified PNPs [53], making it a more
convenient reducing agent for this application. Albeit the successful conjugation of both
Mal-PEG-NH2 crosslinker and half-antibody fragment was confirmed by particle size and
zeta potential measurements, performed before and after bioconjugation steps, additional
studies are warranted to further elucidate the influence of reaction conditions on overall
conjugation efficiency.

Diffusion of nanoparticles across the abundant interstitial matrix of cancer-associated
stroma constitutes the final step to target GC cells infiltrated within the gastric mucosa.
Therefore, this study also focused on how varied TCM-treated stroma and thus ECM
changes impact the translocation of nanoparticles of different sizes. We have recently
demonstrated that CD44v6 overexpression plays a key role in the formation of a tumor-
promoting microenvironment by inducing the proliferation and differentiation of ASCs
into myofibroblasts, which in turn increase fibrotic/desmoplastic ECM deposition and
remodeling [16]. Hence, we explored this finding to develop a GC-associated fibrotic
stroma model to study the role of CD44v6 TCM-induced changes in ECM remodeling on
PNP transport. While the transport of larger PNPs was significantly decreased in both GC
stromal models when compared to control stromal model, the transport of 200 nm PNPs
was not significantly affected by ECM alterations. Interestingly, although no statistically
differences were observed, our results showed a trend toward decreased transport of
both PNPs across CD44v6-associated fibrotic/desmoplastic stroma in comparison to both
control conditions. This trend is also supported by other studies showing that limited
transport of nanoparticles is correlated with desmoplastic response in many tumors, due
to excessive ECM deposition and stiffening by myofibroblasts [33–35]. In addition to
high ECM concentrations, desmoplastic tumors are also characterized by high stromal
cell density that compresses the matrix into a dense and disorganized network, limiting
convection of nanoparticles, while collagen fibrillar structure, mesh size and thickness
directly limit nanoparticle diffusion [36,54]. We have recently demonstrated the active
role of stomach fibroblasts, together with the complexity of the stomach lamina propria,
mimicked by a 3D cell-laden hydrogel, as important modulators of PNP transport across
the gastric mucosa [39]. Moreover, the appropriate size for efficient transport has been
described to be within a range between 70 and 200 nm [55]. Smaller nanoparticles may
be easily removed from tumor sites by fast blood flow, whereas nanoparticles bigger
than 200 nm present low permeation efficacy into the solid tumors [55]. Accordingly,
our results suggest the implementation of smaller particle sizes for optimal nanoparticle-
based GC target approaches, to reduce diffusional hindrance and improve penetration
into the interstitial matrix [56]. Although previous reports may support our results, future
mechanistic studies will be necessary to further confirm our findings.
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While nanoparticles are easily internalized by most of the cells, the overall targeting
success depends on nanoparticle-uptake efficiency by appropriate pathways. Although
PNPs have shown unspecific binding to different cell types [38], our results revealed
that PNPs conjugated in a site-oriented manner with CD44v6 half-antibody, bind more
significantly to CD44v6-expressing GC cells when compared to CD44v6 negative cells.
Furthermore, similar targeting efficiency results of active targeting nanoparticles compared
to non-targeted nanoparticles were reported in the literature for cancer therapy (Table S1),
confirming the biological relevance of our findings. Since our isogenic model of MKN74
parental and CD44v6-expressing GC cells differ in terms of CD44v6 expression [15], with
MKN74 lacking endogenously this protein [37], our data strongly suggest that CD44v6-
PNPs can bind to cells in a CD44v6 receptor-mediated manner, opening new opportunities
for the development of novel CD44v6-targeted drugs.

Overall, our results demonstrate the importance of developing integrated and modu-
lar strategies, based on suitable bioconjugation chemistries for the design of more effec-
tive nanoparticles for directed targeting of CD44v6-expressing cancer cells. Importantly,
CD44v6 expression has been detected not only in GC, but also in a variety of other hu-
man malignancies, such as breast, lung, ovarian, and colorectal cancers [9–13], widening
the applicability of our modular targeting nanoscale system. Future studies will focus
on extending this work beyond model nanoparticles to more therapeutically relevant
polymeric nanoparticles, such as poly(lactide-co-glycolide) (PLGA), polylactide (PLA),
poly(D,L-lactide), polyglycolide (PGA), polycaprolactone (PCL), chitosan, and also PLGA-
PEG that has shown reduced unspecific binding to GC cells [23]. Additionally, the use of
Michael-addiction click reaction herein explored for site-directed maleimide-sulfhydryl
PNP conjugation is compatible with a variety of proteins and biomolecules. This opens new
avenues for the development of multifunctional nanoparticles [5,56,57] that may include,
for instance, the design of nanoscale systems carrying therapeutic agents, but also for bio-
molecular targeting and imaging signal amplification. Another relevant application could
be bio-barrier avoidance by the use of permeation enhancer agents, like ECM-degrading
enzymes [58–60]. Finally, it would also be worthy to investigate whether the developed
nanoparticles can effectively adhere to and cross the mucosal barrier and target CD44v6-
expressing GC cells within the gastric mucosa by exploring clinically relevant 3D tissue
engineered models mimicking the tumors in vivo [39,61,62].

5. Conclusions

By exploring the high affinity and sulfhydryl to maleimide reactivity of newly reduced
CD44v6 half-antibody fragments, we outlined an efficient bioorthogonal click strategy to
site-specifically tether half-antibody fragments to maleimide-modified nanoparticles for
selective targeting of CD44v6-expressing GC cells. This strategy overcomes major pitfalls
of current approaches exclusively based on carboxyl-amine coupling of full antibodies,
providing superior control over site-oriented ligand conjugation and leading to optimized
orientation of half-antibody antigen binding site on the surface of nanoparticles in a
conformation that enhances binding specificity to CD44v6-expressing GC cells. Overall,
our findings open new avenues on the use of CD44v6 half-antibody fragments as an
attractive and specific tumor-targeting ligand, highlighting the great potential of our
strategy in the design of powerful tools for the early theranostics of GC. Additionally, the
modular and multifunctional nature of the concept here reported might be exploited to a
wider range of nanotechnology-based approaches, contributing to an exciting time in the
development of clinically effective targeted disease therapies.

Supplementary Materials: The following are available online at https://www.mdpi.com/2079-499
1/11/2/295/s1. Table S1: Flow cytometry analysis of MKN74 and CD44v6 cell binding to CTR-PNPs
and CD44v6-PNPs 3 weeks post-production stored at 4 ◦C in PBS. Table S1: Examples of active
targeting nanoparticles for cancer therapy. Efficiency of active targeting compared to non-targeted
nanoparticles reported in the literature for cancer therapy.

https://www.mdpi.com/2079-4991/11/2/295/s1
https://www.mdpi.com/2079-4991/11/2/295/s1


Nanomaterials 2021, 11, 295 14 of 16

Author Contributions: Conceptualization, all authors; methodology, B.N.L., R.F.P., and C.F.; vali-
dation, B.N.L., C.C.B., P.L.G.; formal analysis, B.N.L.; investigation, B.N.L.; writing—original draft
preparation, B.N.L.; writing—review and editing, all authors; supervision and funding acquisition,
C.O. and P.L.G. All authors have read and agreed to the published version of the manuscript.

Funding: This work was supported by Norte Portugal Regional Operational Programme (NORTE2020)
under the PORTUGAL 2020 Partnership Agreement through the European Regional Develop-
ment Fund (ERDF) projects Norte-01-0145-FEDER-000012 and NORTE-07-0124-FEDER-000029,
through COMPETE 2020-Operational Programme for Competitiveness and Internationalization
(POCI) Portugal 2020 and Portuguese Foundation for Science and Technology (FCT) in the frame-
work of the projects POCI-01-0145-FEDER-007274, POCI-01-0145-FEDER-016390, and PTDC/CTM-
NAN/120958/2010, B.N.L. doctoral grant (SFRH/BD/87400/2012) and postdoctoral grant (PTDC/
MEC-GIN/29232/2017). R.F.P. was supported by Institute of Network Bioengineering for Healthy
Aging (0245_IBEROS_1_E).

Acknowledgments: The authors would like to acknowledge the support of i3S scientific platforms
(PPBI-POCI-01-0145-FEDER-022122), and thank Patrick Kennedy for helpful suggestions. Illustra-
tions were produced using Servier Medical Art (www.servier.com), for which the authors would like
to acknowledge Servier.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, or
in the decision to publish the results.

References
1. Bray, F.; Ferlay, J.; Soerjomataram, I.; Siegel, R.L.; Torre, L.A.; Jemal, A. Global cancer statistics 2018: GLOBOCAN estimates of

incidence and mortality worldwide for 36 cancers in 185 countries. CA Cancer J. Clin. 2018, 68, 394–424. [CrossRef] [PubMed]
2. Van Cutsem, E.; Sagaert, X.; Topal, B.; Haustermans, K.; Prenen, H. Gastric cancer. Lancet 2016, 388, 2654–2664. [CrossRef]
3. Brigger, I.; Dubernet, C.; Couvreur, P. Nanoparticles in cancer therapy and diagnosis. Adv. Drug Deliv. Rev. 2012, 64, 24–36.

[CrossRef]
4. Wilhelm, S.; Tavares, A.J.; Dai, Q.; Ohta, S.; Audet, J.; Dvorak, H.F.; Chan, W.C.W. Analysis of nanoparticle delivery to tumours.

Nat. Rev. Mater. 2016, 1, 16014. [CrossRef]
5. Wolfram, J.; Ferrari, M. Clinical cancer nanomedicine. Nano Today 2019, 25, 85–98. [CrossRef]
6. Li, R.; Liu, B.; Gao, J. The application of nanoparticles in diagnosis and theranostics of gastric cancer. Cancer Lett. 2017, 386,

123–130. [CrossRef] [PubMed]
7. Durães, C.; Almeida, G.M.; Seruca, R.; Oliveira, C.; Carneiro, F. Biomarkers for gastric cancer: Prognostic, predictive or targets of

therapy? Virchows Arch. 2014, 464, 367–378. [CrossRef] [PubMed]
8. Apicella, M.; Corso, S.; Giordano, S. Targeted therapies for gastric cancer: Failures and hopes from clinical trials. Oncotarget 2017,

8, 57654–57669. [CrossRef] [PubMed]
9. Kaufmann, M.; Heider, K.H.; Sinn, H.P.; Von Minckwitz, G.; Ponta, H.; Herrlich, P. CD44 variant exon epitopes in primary breast

cancer and length of survival. Lancet 1995, 345, 615–619. [CrossRef]
10. Miyoshi, T.; Kondo, K.; Hino, N.; Uyama, T.; Monden, Y. The expression of the CD44 variant exon 6 is associated with lymph

node metastasis in non-small cell lung cancer. Clin. Cancer Res. 1997, 3, 1289–1297. [CrossRef]
11. Zeimet, A.; Widschwendter, M.; Uhl-Steidl, M.; Müller-Holzner, E.; Daxenbichler, G.; Marth, C.; Dapunt, O. High serum levels

of soluble CD44 variant isoform v5 are associated with favourable clinical outcome in ovarian cancer. Br. J. Cancer 1997, 76,
1646–1651. [CrossRef] [PubMed]

12. Liu, Y.-J.; Yan, P.-S.; Li, J.; Jia, J.-F. Expression and significance of CD44s, CD44v6, and nm23 mRNA in human cancer. World J.
Gastroenterol. 2005, 11, 6601–6606. [CrossRef] [PubMed]

13. Wielenga, V.J.; Heider, K.H.; Offerhaus, G.J.; Adolf, G.R.; Berg, F.M.V.D.; Ponta, H.; Herrlich, P.; Pals, S.T. Expression of CD44
variant proteins in human colorectal cancer is related to tumor progression. Cancer Res. 1993, 53, 4754–4756. [PubMed]

14. Cunha, C.B.; Oliveira, C.; Wen, X.; Gomes, B.; Sousa, S.; Suriano, G.; Grellier, M.; Huntsman, D.G.; Carneiro, F.; Granja, P.L.; et al.
De novo expression of CD44 variants in sporadic and hereditary gastric cancer. Lab. Investig. 2010, 90, 1604–1614. [CrossRef]

15. Pereira, C.; Ferreira, D.; Mendes, N.; Granja, P.L.; Almeida, G.M.; Oliveira, C. Expression of CD44v6-Containing Isoforms
Influences Cisplatin Response in Gastric Cancer Cells. Cancers 2020, 12, 858. [CrossRef]

16. Lourenco, B.N.; Springer, N.L.; Ferreira, D.; Oliveira, C.; Granja, P.L.; Fischbach, C. CD44v6 increases gastric cancer malignant
phenotype by modulating adipose stromal cell-mediated ECM remodeling. Integr. Biol. 2018, 10, 145–158. [CrossRef]

17. Bertrand, N.; Wu, J.; Xu, X.; Kamaly, N.; Farokhzad, O.C. Cancer nanotechnology: The impact of passive and active targeting in
the era of modern cancer biology. Adv. Drug Deliv. Rev. 2014, 66, 2–25. [CrossRef] [PubMed]

www.servier.com
http://doi.org/10.3322/caac.21492
http://www.ncbi.nlm.nih.gov/pubmed/30207593
http://doi.org/10.1016/S0140-6736(16)30354-3
http://doi.org/10.1016/j.addr.2012.09.006
http://doi.org/10.1038/natrevmats.2016.14
http://doi.org/10.1016/j.nantod.2019.02.005
http://doi.org/10.1016/j.canlet.2016.10.032
http://www.ncbi.nlm.nih.gov/pubmed/27845158
http://doi.org/10.1007/s00428-013-1533-y
http://www.ncbi.nlm.nih.gov/pubmed/24487788
http://doi.org/10.18632/oncotarget.14825
http://www.ncbi.nlm.nih.gov/pubmed/28915702
http://doi.org/10.1016/S0140-6736(95)90521-9
http://doi.org/10.1016/S0169-5002(97)89993-X
http://doi.org/10.1038/bjc.1997.611
http://www.ncbi.nlm.nih.gov/pubmed/9413956
http://doi.org/10.3748/wjg.v11.i42.6601
http://www.ncbi.nlm.nih.gov/pubmed/16425351
http://www.ncbi.nlm.nih.gov/pubmed/7691404
http://doi.org/10.1038/labinvest.2010.155
http://doi.org/10.3390/cancers12040858
http://doi.org/10.1039/C7IB00179G
http://doi.org/10.1016/j.addr.2013.11.009
http://www.ncbi.nlm.nih.gov/pubmed/24270007


Nanomaterials 2021, 11, 295 15 of 16

18. Shahbazi, M.-A.; Shrestha, N.; Mäkilä, E.; Araújo, F.; Correia, A.; Ramos, T.; Sarmento, B.; Salonen, J.; Hirvonen, J.; Santos, H.A. A
prospective cancer chemo-immunotherapy approach mediated by synergistic CD326 targeted porous silicon nanovectors. Nano
Res. 2015, 8, 1505–1521. [CrossRef]

19. Liang, S.; Li, C.; Zhang, C.; Chen, Y.; Xu, L.; Bao, C.; Wang, X.; Liu, G.; Zhang, F.; Cui, D. CD44v6 Monoclonal Antibody-Conjugated
Gold Nanostars for Targeted Photoacoustic Imaging and Plasmonic Photothermal Therapy of Gastric Cancer Stem-like Cells.
Theranostics 2015, 5, 970–984. [CrossRef]

20. Shargh, V.H.; Hondermarck, H.; Liang, M. Antibody-targeted biodegradable nanoparticles for cancer therapy. Nanomedicine 2016,
11, 63–79. [CrossRef]

21. Marques, A.C.; Costa, P.; Velho, S.; Amaral, M. Functionalizing nanoparticles with cancer-targeting antibodies: A comparison of
strategies. J. Control. Release 2020, 320, 180–200. [PubMed]

22. Montenegro, J.M.; Grazu, V.; Sukhanova, A.; Agarwal, S.; Jesus, M.; Nabiev, I.; Greiner, A.; Parak, W.J. Controlled antibody/(bio-)
conjugation of inorganic nanoparticles for targeted delivery. Adv. Drug Deliv. Rev. 2013, 65, 677–688. [PubMed]

23. Kennedy, P.J.; Sousa, F.; Ferreira, D.; Pereira, C.; Nestor, M.; Oliveira, C.; Granja, P.L.; Sarmento, B. Fab-conjugated PLGA
nanoparticles effectively target cancer cells expressing human CD44v6. Acta Biomater. 2018, 81, 208–218. [CrossRef] [PubMed]

24. Greene, M.K.; Nogueira, J.C.F.; Tracey, S.R.; Richards, D.A.; McDaid, W.J.; Burrows, J.F.; Campbell, K.; Longley, D.B.; Chudasama,
V.; Scott, C.J. Refined construction of antibody-targeted nanoparticles leads to superior antigen binding and enhanced delivery of
an entrapped payload to pancreatic cancer cells. Nanoscale 2020, 12, 11647–11658. [CrossRef] [PubMed]

25. Hu, C.M.; Kaushal, S.; Tran Cao, H.S.; Aryal, S.; Sartor, M.; Esener, S.; Bouvet, M.; Zhang, L. Half-antibody functionalized
lipid-polymer hybrid nanoparticles for targeted drug delivery to carcinoembryonic antigen presenting pancreatic cancer cells.
Mol. Pharm. 2010, 7, 914–920. [CrossRef] [PubMed]

26. Qian, C.; Wang, Y.; Chen, Y.; Zeng, L.; Zhang, Q.; Shuai, X.; Huang, K. Suppression of pancreatic tumor growth by targeted
arsenic delivery with anti-CD44v6 single chain antibody conjugated nanoparticles. Biomaterials 2013, 34, 6175–6184. [CrossRef]
[PubMed]

27. Richards, D.A.; Maruani, A.; Chudasama, V. Antibody fragments as nanoparticle targeting ligands: A step in the right direction.
Chem. Sci. 2017, 8, 63–77.

28. Kennedy, P.J.; Oliveira, C.; Granja, P.L.; Sarmento, B. Antibodies and associates: Partners in targeted drug delivery. Pharmacol.
Ther. 2017, 177, 129–145.

29. Yoon, T.-J.; Yu, K.N.; Kim, E.; Kim, J.S.; Kim, B.G.; Yun, S.-H.; Sohn, B.-H.; Cho, M.-H.; Lee, J.-K.; Park, S.B. Specific Targeting, Cell
Sorting, and Bioimaging with Smart Magnetic Silica Core-Shell Nanomaterials. Small 2006, 2, 209–215. [CrossRef]

30. Xing, Y.; Chaudry, Q.; Shen, C.; Kong, K.Y.; Zhau, H.E.; Chung, L.W.; Petros, J.A.; O’Regan, R.M.; Yezhelyev, M.V.; Simons, J.W.;
et al. Bioconjugated quantum dots for multiplexed and quantitative immunohistochemistry. Nat. Protoc. 2007, 2, 1152–1165.
[CrossRef]

31. Cho, Y.-S.; Yoon, T.-J.; Jang, E.-S.; Hong, K.S.; Lee, S.Y.; Kim, O.R.; Park, C.; Kim, Y.-J.; Yi, G.-C.; Chang, K. Cetuximab-conjugated
magneto-fluorescent silica nanoparticles for in vivo colon cancer targeting and imaging. Cancer Lett. 2010, 299, 63–71. [CrossRef]
[PubMed]

32. Fiandra, L.; Mazzucchelli, S.; De Palma, C.; Colombo, M.; Allevi, R.; Sommaruga, S.; Clementi, E.; Bellini, M.; Prosperi, D.; Corsi,
F. Assessing the In Vivo Targeting Efficiency of Multifunctional Nanoconstructs Bearing Antibody-Derived Ligands. ACS Nano
2013, 7, 6092–6102. [CrossRef] [PubMed]

33. Chauhan, V.P.; Stylianopoulos, T.; Boucher, Y.; Jain, R.K. Delivery of Molecular and Nanoscale Medicine to Tumors: Transport
Barriers and Strategies. Annu. Rev. Chem. Biomol. Eng. 2011, 2, 281–298. [CrossRef] [PubMed]

34. Anderson, A.R.A.; Weaver, A.M.; Cummings, P.T.; Quaranta, V. Tumor Morphology and Phenotypic Evolution Driven by Selective
Pressure from the Microenvironment. Cell 2006, 127, 905–915. [CrossRef] [PubMed]

35. Pluen, A.; Boucher, Y.; Ramanujan, S.; McKee, T.D.; Gohongi, T.; Di Tomaso, E.; Brown, E.B.; Izumi, Y.; Campbell, R.B.; Berk, D.A.;
et al. Role of tumor-host interactions in interstitial diffusion of macromolecules: Cranial vs. subcutaneous tumors. Proc. Natl.
Acad. Sci. USA 2001, 98, 4628–4633. [CrossRef]

36. Jain, R.K.; Stylianopoulos, T. Delivering nanomedicine to solid tumors. Nat. Rev. Clin. Oncol. 2010, 7, 653–664. [CrossRef]
37. Sato, S.; Yokozaki, H.; Yasui, W.; Nikai, H.; Tahara, E. Silencing of the CD44 gene by CpG methylation in a human gastric

carcinoma cell line. Jpn. J. Cancer Res. 1999, 90, 485–489. [CrossRef]
38. Dos Santos, T.; Varela, J.; Lynch, I.; Salvati, A.; Dawson, K.A. Quantitative assessment of the comparative nanoparticle-uptake

efficiency of a range of cell lines. Small 2011, 7, 3341–3349. [CrossRef]
39. Lourenço, B.N.; Dos Santos, T.; Oliveira, C.; Barrias, C.C.; Granja, P.L. Bioengineering a novel 3D in vitro model of gastric mucosa

for stomach permeability studies. Acta Biomater. 2018, 82, 68–78. [CrossRef]
40. Lunov, O.; Syrovets, T.; Loos, C.; Beil, J.; Delacher, M.; Tron, K.; Nienhaus, G.U.; Musyanovych, A.; Mailänder, V.; Landfester, K.;

et al. Differential Uptake of Functionalized Polystyrene Nanoparticles by Human Macrophages and a Monocytic Cell Line. ACS
Nano 2011, 5, 1657–1669. [CrossRef]

41. Zimmermann, J.L.; Nicolaus, T.; Neuert, G.; Blank, K. Thiol-based, site-specific and covalent immobilization of biomolecules for
single-molecule experiments. Nat. Protoc. 2010, 5, 975–985. [CrossRef] [PubMed]

42. Harlow, E.; Lane, D. A Laboratory Manual; Cold Spring Harbor Laboratory: New York, NY, USA, 1988; p. 579.

http://doi.org/10.1007/s12274-014-0635-4
http://doi.org/10.7150/thno.11632
http://doi.org/10.2217/nnm.15.186
http://www.ncbi.nlm.nih.gov/pubmed/31978444
http://www.ncbi.nlm.nih.gov/pubmed/23280372
http://doi.org/10.1016/j.actbio.2018.09.043
http://www.ncbi.nlm.nih.gov/pubmed/30267881
http://doi.org/10.1039/D0NR02387F
http://www.ncbi.nlm.nih.gov/pubmed/32436550
http://doi.org/10.1021/mp900316a
http://www.ncbi.nlm.nih.gov/pubmed/20394436
http://doi.org/10.1016/j.biomaterials.2013.04.056
http://www.ncbi.nlm.nih.gov/pubmed/23721794
http://doi.org/10.1002/smll.200500360
http://doi.org/10.1038/nprot.2007.107
http://doi.org/10.1016/j.canlet.2010.08.004
http://www.ncbi.nlm.nih.gov/pubmed/20826046
http://doi.org/10.1021/nn4018922
http://www.ncbi.nlm.nih.gov/pubmed/23758591
http://doi.org/10.1146/annurev-chembioeng-061010-114300
http://www.ncbi.nlm.nih.gov/pubmed/22432620
http://doi.org/10.1016/j.cell.2006.09.042
http://www.ncbi.nlm.nih.gov/pubmed/17129778
http://doi.org/10.1073/pnas.081626898
http://doi.org/10.1038/nrclinonc.2010.139
http://doi.org/10.1111/j.1349-7006.1999.tb00773.x
http://doi.org/10.1002/smll.201101076
http://doi.org/10.1016/j.actbio.2018.10.007
http://doi.org/10.1021/nn2000756
http://doi.org/10.1038/nprot.2010.49
http://www.ncbi.nlm.nih.gov/pubmed/20448543


Nanomaterials 2021, 11, 295 16 of 16

43. Nair, D.P.; Podgórski, M.; Chatani, S.; Gong, T.; Xi, W.; Fenoli, C.R.; Bowman, C.N. The Thiol-Michael Addition Click Reaction: A
Powerful and Widely Used Tool in Materials Chemistry. Chem. Mater. 2014, 26, 724–744. [CrossRef]

44. Li, L.; Schmitt, M.; Matzke-Ogi, A.; Wadhwani, P.; Orian-Rousseau, V.; Levkin, P.A. CD44v6-Peptide Functionalized Nanoparticles
Selectively Bind to Metastatic Cancer Cells. Adv. Sci. 2016, 4, 1600202. [CrossRef] [PubMed]

45. Wörn, A.; Plückthun, A. Stability engineering of antibody single-chain Fv fragments. J. Mol. Biol. 2001, 305, 989–1010. [CrossRef]
[PubMed]

46. Malpiedi, L.P.; Díaz, C.A.; Nerli, B.B.; Pessoa, A., Jr. Single-chain antibody fragments: Purification methodologies. Process.
Biochem. 2013, 48, 1242–1251. [CrossRef]

47. Makaraviciute, A.; Jackson, C.D.; Millner, P.A.; Ramanaviciene, A. Considerations in producing preferentially reduced half-
antibody fragments. J. Immunol. Methods 2016, 429, 50–56. [CrossRef]

48. Hermanson, G.T. Antibody Modification and Conjugation. In Bioconjugate Techniques, 3rd ed.; Academic Press: Boston, MA, USA,
2013; Chapter 20; pp. 867–920.

49. Lilie, H. Folding of the Fab fragment within the intact antibody. FEBS Lett. 1997, 417, 239–242. [CrossRef]
50. Pereira, R.F.; Sousa, A.; Barrias, C.C.; Bártolo, P.; Granja, P.L. A single-component hydrogel bioink for bioprinting of bioengineered

3D constructs for dermal tissue engineering. Mater. Horiz. 2018, 5, 1100–1111. [CrossRef]
51. Kolate, A.; Baradia, D.; Patil, S.; Vhora, I.; Kore, G.; Misra, A. PEG—A versatile conjugating ligand for drugs and drug delivery

systems. J. Control. Release 2014, 192, 67–81. [CrossRef]
52. Begg, G.; Speicher, D.W. Mass spectrometry detection and reduction of disulfide adducts between reducing agents and recombi-

nant proteins with highly reactive cysteines. J. Biomol. Tech. 1999, 10, 17–20.
53. Getz, E.B.; Xiao, M.; Chakrabarty, T.; Cooke, R.; Selvin, P.R. A comparison between the sulfhydryl reductants tris (2-carboxyethyl)

phosphine and dithiothreitol for use in protein biochemistry. Anal. Biochem. 1999, 273, 73–80. [CrossRef] [PubMed]
54. Miao, L.; Lin, C.M.; Huang, L. Stromal barriers and strategies for the delivery of nanomedicine to desmoplastic tumors. J. Control.

Release 2015, 219, 192–204. [CrossRef] [PubMed]
55. Schädlich, A.; Caysa, H.; Mueller, T.; Tenambergen, F.; Rose, C.; Göpferich, A.; Kuntsche, J.; Mäder, K. Tumor Accumulation

of NIR Fluorescent PEG–PLA Nanoparticles: Impact of Particle Size and Human Xenograft Tumor Model. ACS Nano 2011, 5,
8710–8720. [CrossRef] [PubMed]

56. Rosenblum, D.; Joshi, N.; Tao, W.; Karp, J.M.; Peer, D. Progress and challenges towards targeted delivery of cancer therapeutics.
Nat. Commun. 2018, 9, 1–12.

57. Lee, D.-E.; Koo, H.; Sun, I.-C.; Ryu, J.H.; Kim, K.; Kwon, I.C. Multifunctional nanoparticles for multimodal imaging and
theragnosis. Chem. Soc. Rev. 2012, 41, 2656–2672. [CrossRef]

58. Kuhn, S.J.; Finch, S.K.; Hallahan, D.E.; Giorgio, T.D. Proteolytic surface functionalization enhances in vitro magnetic nanoparticle
mobility through extracellular matrix. Nano Lett. 2006, 6, 306–312. [CrossRef]

59. Goodman, T.T.; Olive, P.L.; Pun, S.H. Increased nanoparticle penetration in collagenase-treated multicellular spheroids. Int. J.
Nanomed. 2007, 2, 265–274.

60. Parodi, A.; Haddix, S.G.; Taghipour, N.; Scaria, S.; Taraballi, F.; Cevenini, A.; Yazdi, I.K.; Corbo, C.; Palomba, R.; Khaled, S.Z.; et al.
Bromelain Surface Modification Increases the Diffusion of Silica Nanoparticles in the Tumor Extracellular Matrix. ACS Nano 2014,
8, 9874–9883. [CrossRef]

61. Seo, B.R.; Delnero, P.; Fischbach, C. In vitro models of tumor vessels and matrix: Engineering approaches to investigate transport
limitations and drug delivery in cancer. Adv. Drug Deliv. Rev. 2014, 70, 205–216.

62. Santos, T.D.; Lourenço, B.N.; Coentro, J.; Granja, P.L. Cell-based in vitro models for gastric permeability studies. In Concepts and
Models for Drug Permeability Studies; Sarmento, B., Ed.; Woodhead Publishing: Sawston, UK, 2016; pp. 41–56.

http://doi.org/10.1021/cm402180t
http://doi.org/10.1002/advs.201600202
http://www.ncbi.nlm.nih.gov/pubmed/28105395
http://doi.org/10.1006/jmbi.2000.4265
http://www.ncbi.nlm.nih.gov/pubmed/11162109
http://doi.org/10.1016/j.procbio.2013.06.008
http://doi.org/10.1016/j.jim.2016.01.001
http://doi.org/10.1016/S0014-5793(97)01293-3
http://doi.org/10.1039/C8MH00525G
http://doi.org/10.1016/j.jconrel.2014.06.046
http://doi.org/10.1006/abio.1999.4203
http://www.ncbi.nlm.nih.gov/pubmed/10452801
http://doi.org/10.1016/j.jconrel.2015.08.017
http://www.ncbi.nlm.nih.gov/pubmed/26277065
http://doi.org/10.1021/nn2026353
http://www.ncbi.nlm.nih.gov/pubmed/21970766
http://doi.org/10.1039/C2CS15261D
http://doi.org/10.1021/nl052241g
http://doi.org/10.1021/nn502807n

	Introduction 
	Materials and Methods 
	Cell Culture 
	Preparation of Tumor-Conditioned Media 
	Establishment of In Vitro GC Stroma Model for Transport Studies 
	Half-Antibody Synthesis and Characterization 
	Analysis of CD44v6 Half-Antibody Binding Affinity to CD44v6-Expressing GC Cells 
	Synthesis of CD44v6 Half-Antibody-Conjugated Fluorescent Nanoparticles 
	Nanoparticle Characterization 
	In Vitro Binding Studies 
	Statistical Analysis 

	Results 
	Design of a Modular CD44v6 Half-Antibody Conjugated Nanoscale System Using a Bioorthogonal Strategy 
	GC-Mimetic Stroma Remodeling Hinders the Transport of PNPs in a Size-Dependent Manner 
	Selective TCEP-Reduction of CD44v6 Antibody Generates Functional Half-Antibody Fragments 
	TCEP-Reduced Half-Antibody Fragments Retain Binding Affinity to CD44v6-Expressing GC Cells without Loss of Selectivity 
	Clickable Surface-Engineering Strategy Allows Efficient Ligand Bioconjugation 
	CD44v6 Half-Antibody Conjugated PNPs Selectively Bind to CD44v6-Expressing GC Cells 

	Discussion 
	Conclusions 
	References

